Background: Recent genetic studies have identified a growing number of loci with suggestive evidence of association with susceptibility to Alzheimer's disease (AD). However, little is known of the role of these candidate genes in influencing intermediate phenotypes associated with a diagnosis of AD, including cognitive decline or AD neuropathologic burden.
Introduction
Alzheimer's disease (AD), the most common cause of dementia, leads to progressive loss of memory and other cognitive domains, and is characterized pathologically by the accumulation of extracelluar amyloid plaques and intracellular neurofibrillary tangles. AD likely develops from an interaction of numerous genes along with environmental risk factors, each with modest and incompletely penetrant effects. Linkage studies have identified rare gene mutations as causal in familial, early age-of-onset AD, but these Mendelian variants only explain a small fraction of disease burden in the general population [1] . The identification of susceptibility loci for sporadic, late age-of-onset AD has been more challenging, with numerous reports of candidate gene associations, most of which have not been consistently replicated in follow-up studies [2] [3] [4] . One notable exception is the apolipoprotein E locus (APOE): the e4 allele is common, increases AD susceptibility 3-fold, and is estimated to explain at least 10% of the populationattributable risk of disease [1] . In addition, the APOE e2 allele is a validated AD protective allele though it is less common, and its effect size is more modest than e4.
Genome-wide association (GWA) studies have emerged as a promising approach to identify susceptibility loci in common diseases with complex genetic inheritance, but until recently, most GWA scans in AD have been relatively underpowered, and identified loci have not been consistently replicated [5] [6] [7] [8] [9] [10] [11] [12] [13] [14] . Increasing sample size is one approach for boosting statistical power, and this strategy has recently led to the identification of several promising new AD susceptibility loci, including CR1, CLU, and PICALM [15, 16] . However, clinical heterogeneity remains a significant confounder of the case/control study design in AD, due to the likely inclusion of dementia cases with multiple pathologies, such as cerebrovascular disease or other neurodegenerative conditions. In addition, since AD develops following a protracted pre-clinical phase consisting of mild symptoms, control groups are susceptible to contamination by latent disease cases. Substantial AD pathology is often present in advanced age, including in those with minimal or no cognitive impairment at death [17] . Subjects with significant pathology but subclinical disease are likely to dilute power in an AD case/control association analysis.
One approach to overcoming these obstacles is to study quantitative intermediate phenotypes. The manifestation of the AD clinical syndrome is the final culmination of a sequence of events beginning with genetic and environmental risk factors that trigger intermediate pathological changes, synapse loss and cell death, and ultimately cognitive decline and dementia. Outcome measures selected more proximally along this causal chain are expected be less confounded and more strongly associated with susceptibility loci. In addition, compared to the dichotomous clinical diagnosis, quantitative intermediate phenotypes can capture more of the underlying heritable trait variation, further enhancing statistical power. Based on this promise, a number of studies have begun to take advantage of intermediate phenotypes for genetic association analysis in AD, including neuropsychiatric test measures [18] , MRI imaging data [19, 20] , biomarkers from blood and CSF [21, 22] , and direct measurements of AD pathology [23] . The latter approach requires access to large study populations with detailed clinical and neuropathologic characterization. The Religious Orders Study and Rush Memory and Aging Project are prospectively following more than 2,300 older persons, all of whom have agreed to annual clinical evaluation and brain donation at death. More than 800 autopsies have been completed to date, and quantitative analyses of amyloid and tangle burden has been performed on nearly 600. In a recent study of APOE in this cohort, we found that intermediate cognitive and pathological phenotypes substantially increase power for genetic association analysis [23] . In addition, using neuropathologic phenotypes, the association between APOE and cognitive impairment was previously shown to be mediated by a sequential cascade of amyloid plaque formation and subsequent development of neurofibrillary tangle pathology [24, 25] . Therefore, beyond enhancing power for association analysis, intermediate phenotypes hold the additional promise of testing mechanistic hypotheses of gene action.
In this study, we extend our previous work to evaluate several candidate AD susceptibility loci for associations with intermediate phenotypes relevant to AD. Thirty-two candidate SNPs were selected based on their discovery in AD GWA studies and/or evidence from the AlzGene online meta-analyses [2, 26] . SNPs were genotyped in more than 400 subjects with detailed cognitive and pathological data, allowing assessment of genotype relations to quantitative AD pathology and cognitive function proximate to death. We subsequently leveraged the detailed phenotypes available in our cohorts to dissect the functional pathways that link genetic variants to cognitive impairment.
Methods

Ethics Statement
Written informed consent and an Anatomic Gift Act were signed by all Religious Orders Study and Rush Memory and Aging project participants after the procedures were fully explained, and both studies were approved by the Institutional Review Board of Rush University Medical Center. The work described in this report was additionally approved by the Institutional Review Boards of the Brigham and Women's Hospital and Massachusetts Institute of Technology.
Subjects
Clinical and post-mortem data came from participants in the Religious Orders Study and Rush Memory and Aging Project, two longitudinal, epidemiologic clinical-pathologic studies of aging and AD [17] . In both studies, participants without known dementia at baseline agreed to annual detailed clinical evaluation and brain donation at the time of death. Participants in the Religious Orders Study were older Cathololic nuns, priests and brothers from about 40 groups in 12 states across the United States. Subjects in the Rush Memory and Aging Project were older, community-dwelling persons from about 40 retirement communities and subsidized senior housing facilities across northeastern Illinois. Since 1993, more than 2,300 persons agreed to participate in these studies. The overall follow-up rate exceeds 90% of survivors and the overall autopsy rate exceeds 90% of decedents. Of those subjects with completed neuropathologic analyses, and following genotyping quality control filters, 414 persons with genotyping data were available for analysis in February of 2009 when this study was initiated (250 from the Religious Orders Study and 164 from the Rush Memory and Aging Project).
Clinical evaluation
The clinical diagnoses of dementia and AD were made each year following the recommendations of the joint working group of the National Institute of Neurologic and Communicative Disorders and Stroke and the AD and Related Disorders Association [27] , as previously described in detail [28] . Probable AD refers to persons with clinical AD and no other clinical condition contributing to cognitive impairment and possible AD refers to persons meeting inclusion criteria for AD who are thought to have another condition (e.g., stroke) contributing to cognitive impairment. MCI referred to those individuals rated as cognitively impaired by the neuropsychologist but not demented by the examining physician, as previously described [29] . At the time of death, clinical data were reviewed by a neurologist without access to post-mortem data and a summary diagnostic opinion was rendered regarding the most likely clinical diagnosis at the time of death. Level of cognition was based on cognitive testing performed proximate to death. The Religious Orders Study and Rush Memory and Aging Project have 19 cognitive performance tests in common, and use identical analytic procedures to develop summary statistics. Mini-Mental State Examination [30] was used to describe the cohort and one test was used for diagnostic classification purposes only. The remaining 17 tests have been previously described [17] . Tests were converted to z scores, using the mean and SD from the baseline evaluation of all participants, and averaged to yield summary measures of global cognition and five cognitive domains: episodic memory, semantic memory, working memory, perceptual speed, and visuospatial ability. Summary measures minimize floor and ceiling effects and other sources of random variability. For the mediation analyses incorporating diagnosis of diabetes, annual clinical evaluations allowed documentation of history of diabetes and use of medications to treat diabetes. Diabetes was determined to be present if the participant was ever taking a medication, such as insulin or an oral hypoglycemic, to treat diabetes, as determined by direct inspection of medication containers, or ever reported a history of diagnosis of diabetes, or both, as previously described [31] .
Neuropathological evaluation
Brain autopsies were performed across the US as previously described [17] . Bielschowsky silver stain was used to visualize neuritic plaques, diffuse plaques, and neurofibrillary tangles in tissue sections from the midfrontal, middle temporal, inferior parietal, and entorhinal cortices, and the hippocampal CA1 sector. The neuropathologic diagnosis of AD was made by a board-certified neuropathologist without access to any clinical data as previously reported [17, 28] . We classified persons as having pathologic AD based on intermediate or high likelihood of AD by National Institute on Aging (NIA)-Reagan criteria using CERAD estimates of neuritic plaque density and Braak staging of neurofibrillary pathology [32] [33] [34] , as previously described [17] . The quantitative composite AD pathology score was based on counts of neuritic plaques, diffuse plaques and neurofibrillary tangles as previously described [35, 36] . Because the means, standard deviations, and ranges of the data varied widely for the pathologic indices, we converted the raw counts to a standard distribution by dividing each person's count by the standard deviation for that particular count and formed a summary measure by averaging the scaled scores. Because the data were skewed, square root of the scaled score was used in analyses. Separate summary measures of neurofibrillary tangles and neuritic and diffuse plaques were also made. Chronic macroscopic cerebral infarctions and alpha-synuclein immunoreactive Lewy bodies were determined as previously described and considered present or absent for analyses [17] .
Genotyping
DNA was extracted from lymphocytes or frozen post-mortem brain tissue. APOE genotyping was performed by Agencourt Bioscience Corporation (Beverly, MA) utilizing high throughput sequencing of codon 112 (position 3937) and codon 158 (position 4075) of exon 4 of the APOE gene on chromosome 19 . In addition to the APOE e4 and e2 alleles, 32 SNPs were selected for genotyping in our cohort, based on prior evidence from the literature, as of February, 2009. Thus, the more recently discovered CR1, CLU, and PICALM [15, 16] loci were not included in this study, but are the focus of a separate study (Chibnik et al., submitted). The selected SNPs were equally divided between the top results of AD case/control GWA studies [5-7,9,10-14] (16 SNPs) and candidate gene association studies (16 SNPs), which were chosen based on their top ranking in AlzGene meta-analyses [2] . The 32 candidate SNPs were genotyped using matrix-assisted laser desorption-ionization time-of-flight mass spectrometry on a MassARRAY platform (Sequenom). After excluding subjects for failed genotyping exceeding the 10% threshold, 414 individuals remained for subsequent analysis (genotyping rate in these subjects was .99%). All SNP allele frequencies satisfied Hardy-Weinberg equilibrium (p.0.001). Allele frequencies were not significantly different between the Religious Orders Study and Rush Memory and Aging Project subjects, supporting the validity of pooled analyses.
Statistical Analysis
Given the complementary study designs and similar procedures for data collection and generation of the cognitive and neuropathologic outcome traits, we pooled data from the Religious Orders Study and Rush Memory and Aging Project for our analyses, consistent with numerous prior studies [17, 23] . Genetic association was performed using the PLINK analysis software toolkit [37] . Linear regression was used to evaluate the association of allele genotypes with level of cognition proximate to death in a 2-degree-of-freedom, genotypic test of association, with covariates included for age, gender, and years of education. In order to refine the genetic model, we additionally tested selected SNPs using a 1-degree-of-freedom test to examine for additive, dominant, or recessive allelic effects. These studies were performed using PLINK as well as the R statistical computing program (www.rproject.org). Linear regression modeling in R was used to calculate residual quantitative trait variance explained, and to perform statistical mediation analyses. For the case/control association analysis based on AD clinical diagnosis, logistic regression was performed in PLINK under both additive and genotypic models, and again including covariates for age, gender, and education. All p-values reported are unadjusted for multiple hypothesis testing. A Bonferroni-corrected significance threshold of p,0.001 was calculated for the 34 SNPs tested for associations with our two primary outcomes, a quantitative measure of global cognitive performance and global AD pathology. Given the high correlation between the pathologic and cognitive traits, applying an adjustment for 68 tests would be overly conservative. Otherwise, the threshold of p,0.01 was selected to indicate suggestive statistical evidence of association. All other evaluated phenotypes, including those for AD clinical diagnosis, pathology sub-types, and cognitive domains were considered secondary analyses.
Results
Associations with global AD pathology and global cognition
Subject demographics, clinical and neuropathologic diagnoses, cognitive status, and APOE genotypes for the cohort analyzed in this study are presented in Table 1 . In clinical evaluations proximate to death, of the 414 subjects in our study cohort, 131 (31.6%) had normal cognition, 98 (23.7%) had mild cognitive impairment, and 185 (44.7%) were demented (173 met criteria for possible or probable AD). As expected, a significant proportion (41.5%) of individuals without dementia satisfied NIA-Reagan pathological criteria for intermediate or high likelihood AD.
We initially tested for associations between each of the 34 polymorphisms and our two primary outcomes, intermediate phenotypes representing a measure of global AD pathologic burden on autopsy and a measure of global cognitive function proximate to death (Table 2) . Linear regression models were used to examine the relation of SNP genotypes to the quantitative neuropathologic and cognitive traits in a 2 degree-of-freedom statistical test, adjusting for the effects of age at death, gender, and years of education. As expected, APOE e4 was significantly associated with both cognition (p = 3.4610
210
) and AD pathology (p = 1.6610 224 ) in our cohort, whereas an association with APOE e2 was only seen for the pathological phenotype (p = 9.1610
24
). In addition, we found associations with AD intermediate phenotypes for two SNPs, within the zinc finger protein 224 (ZNF224) and phosphoenolpyruvate carboxykinase 1 (PCK1) genes, both of which were selected for genotyping based on their identification in AD case/control GWA studies [6, 10] . The ZNF224 SNP (rs3746319) was associated with both global cognition (p = 0.009) and global AD pathology (p = 0.004). In contrast, the PCK1 SNP (rs8192708) was significantly associated with global cognition (p = 3.57610
) but not global AD pathology (p = 0.056), suggesting that this locus may influence cognitive impairment through mechanisms other than AD pathology. Besides APOE e4, none of the SNP associations surpass the currently accepted threshold for genome-wide significance (p,5.0610 28 ); however, the association between PCK1 and global cognition exceeds a Bonferronicorrected significance threshold of p,0.001 for 34 independent tests. Given the high correlation between the pathologic and cognitive traits, applying an adjustment for 68 tests would be overly conservative; however, the PCK1 association still exceeds that standard (p,7610
). Although the risk alleles for the associations of both the ZNF224 and PCK1 loci with the intermediate phenotypes in our cohort also increase risk of AD diagnosis (Table 3) , their effects are opposite to that reported in the original GWA studies [6, 10] . In the case of ZNF224, we find that the minor allele, rs3746319 A , is associated with both increased AD pathologic burden and decreased cognitive performance; whereas this variant was protective against AD in the GWA study (G. Beecham and M. Pericak-Vance, personal communication). Similarly, for PCK1, the minor allele, rs8192708 G , significantly protected against cognitive decline in our cohort but was in fact the AD risk allele in the original GWA study [2] . Interestingly, two subsequent replication analyses of rs8192708 documented associations of decreased AD risk with the minor allele, consistent with our findings [4, 38] . Therefore, while the effects of the ZNF224 and PCK1 loci on a diagnosis of AD and on intermediate phenotypes are consistent within our study (and in two other PCK1 replication studies); they are not consistent with the original GWA analyses. In the discussion section, we further address possible explanations for these discrepancies.
Associations with neuritic and diffuse plaques, neurofibrillary tangles, and cognitive subdomains
The global AD pathology score averages the post-mortem density of neuritic and diffuse plaques and neurofibrillary tangles in multiple brain regions; however, we hypothesized that certain (Table 4 ). All analyses were again performed using linear regression models to test for associations with SNP genotypes, adjusted for the effects of age, gender, and education. A SNP at the GALP locus (rs3745833) showed suggestive evidence for association with diffuse plaques (p = 0.003), but not with neurofibrillary tangles (p = 0.373). In contrast, the ZNF224 SNP (rs3746319) was strongly associated with neurofibrillary tangle burden (p = 1. 49610 24 ), whereas no significant association was seen with either neuritic plaque (p = 0.018) or diffuse plaque (p = 0.290) pathology. Therefore, the association with the tangle subscore is likely the primary driver for the ZNF224 locus association with global AD pathology (p = 0.009), and the composite score appears to dilute statistical power. Interestingly, the PCK1 SNP (rs8192708), which was not associated with the global pathology measure, did show suggestive evidence for association with neuritic plaque pathology (p = 0.007); however, this did not appear to explain the strong association with global cognition (p = 3.57610 24 ), as investigated further below. Similar to the approach taken with the pathological phenotypes, we performed secondary analyses to assess whether any of the SNPs showed more robust association with the five cognitive subdomains that comprise the global cognition score. Linear regression was again used to test for association of each SNP with separate quantitative trait outcomes representing episodic memory, semantic memory, working memory, perceptual speed, and visuospatial ability (Table 5) . Episodic memory impairment, the most characteristic cognitive deficit of AD, was associated with both the ZNF224 locus (p = 0.003) and the PCK1 locus (p = 3.69610
). ZNF224 was additionally associated with decline in visuospatial function (p = 0.007), and PCK1 showed evidence for association with semantic memory impairment (p = 0.001).
Divergent pathways from genes to cognitive impairment
For the SNPs at the ZNF224 and PCK1 loci, we performed additional linear regression analyses to refine the genetic model for the relation with our intermediate phenotypes (additive, dominant, or recessive), better characterize the strength of the observed effects, and develop statistical models to test hypotheses about mechanistic pathways. Our core regression model, consisting of age at death, gender, and years of education, explained 3% and 7% of the variation in our pathological and cognitive traits, respectively. Using the optimal dominant model of inheritance, the ZNF224 SNP (rs3746319) explained an additional 2% (Beta = 0.13, p = 0.003) of the residual variance in global AD pathology and 2.1% (Beta = 20.39, p = 0.002) of the variance in global cognition (Table 6 ). We next explored whether the effect of this locus on AD pathology might mediate its association with cognition (Table 7) . When a term for global AD pathology was incorporated in our linear regression model, the magnitude of the association between ZNF224 and global cognition was attenuated by 44% (Beta = 20.22, p = 0.05). In our analyses of the neuropathologic subtypes, we found that the association of ZNF224 on AD pathology appeared to be due to a predominant effect on neurofibrillary tangles. Indeed, when we substituted a term for neurofibrillary tangles instead of the global pathology variable in our regression model, the effect of the ZNF224 variant on global cognition was reduced by 64%, and was no longer significant (Beta = 20.14, p = 0.21), whereas tangles showed a robust association with cognitive impairment (p,2610 216 ). These results are consistent with a sequence of events whereby an effect on the formation of neurofibrillary tangles accounts for the association of the ZNF224 allele with cognitive function.
In contrast to ZNF224, the PCK1 locus showed a relatively selective association with global cognition, but not with global pathology. For this locus, an additive model of inheritance was a best fit for our data, and PCK1 explained 3.4% (Beta = 0.49, p = 1.02610
24
) of the variance in global cognition proximate to death. We next used multiple linear regression to test whether the association of this SNP on cognitive impairment is predominantly independent of AD pathology. Indeed, after inclusion of a model term for global AD pathology, the PCK1 SNP (rs8192708) remained associated with global cognition (Beta = 0.37, p = 0.002), despite the strong, independent association between pathology and cognition (Beta = 21.22, p,2610 216 ; Table 7 ). Given our finding of an association with neuritic plaques, we substituted a model term for neuritic pathology instead of the global pathology variable; however, despite a modest reduction in the effect size, the relation between PCK1 and cognitive impairment remained significant (Beta = 0.31, p = 0.005; Table 7 ). Besides AD-related pathology, Lewy bodies and infarcts are the two additional brain pathologies most commonly seen in association with age-related cognitive decline [39] . We therefore investigated whether the association of PCK1 on global cognition might be mediated by either Lewy bodies or infarcts, by including relevant terms into our regression model (Table 8) . Again, the association between PCK1 and global cognition remained Table 7 . Distinct pathways of ZNF224 and PCK1 association with cognition. ), and PCK1 continued to explain 3% of the residual variance in global cognition in our cohort after adjusting for the three most common brain pathologies associated with dementia. Common variation at the PCK1 locus has also been associated with type 2 diabetes in a number of independent studies [40] [41] [42] . Since diabetes has also been implicated as a risk factor for age-related cognitive decline [31] , we examined whether diabetes mediates the association of PCK1 with cognitive impairment. However, adjusting for diabetes diagnosis in our linear regression model did not significantly attenuate the association of PCK1 with global cognition (Beta = 0.370, p = 0.001).
Discussion
In this study, by genotyping a panel of loci within two cohorts of subjects with detailed cognitive and neuropathological characterization, we evaluate intermediate phenotypes as a tool for the functional dissection of candidate AD susceptibility loci. Using the extensively validated APOE locus, we previously demonstrated that intermediate traits enhance statistical power to detect associations, even in studies of modest sample size. Here, using the same strategy, we present evidence supporting the possible role of two additional loci in influencing age-related cognitive decline and AD neuropathology. Specifically, the ZNF224 locus is associated with a quantitative measure of global AD pathology, and both ZNF224 and PCK1 are associated with a summary measure of global cognition proximate to death. Using separate quantitative traits for each of the predominant AD pathological features, we document associations between GALP and PCK1 and diffuse and neuritic plaque pathology, respectively, whereas ZNF224 showed a relatively selective association with neurofibrillary tangle pathology. Finally, in a series of statistical mediation analyses, we tested hypotheses about the causal chain of events linking genetic variation in the ZNF224 and PCK1 loci with cognitive decline, with strikingly different outcomes. In the case of ZNF224, we find that AD pathology, and more specifically, neurofibrillary tangles mediate an association with cognitive impairment. In contrast, we find that the association between PCK1 and cognition is largely independent of not only AD pathology, but also Lewy bodies, and infarcts, which together comprise the three most common known brain pathologies associated with dementia [39, 43] .
Both ZNF224 and PCK1 were initially implicated by AD GWA studies; however, neither locus has yet been consistently replicated in subsequent genetic studies, and little is known about their potential mechanism of action in disease pathogenesis. The ZNF224 locus encodes a Kruppel-associated box-containing zinc-finger protein that is widely expressed, including in the adult brain, and likely functions as a transcriptional repressor [44, 45] .
The SNP evaluated in this study, rs3746319, encodes a missense mutation causing a Lys to Glu change at position 640, which falls near the C-terminus within one of 19 zinc-finger repeat motifs. However, we do not yet know enough about ZNF224 protein structure and function to speculate further on how this variant might promote neurofibrillary tangle formation and subsequent cognitive impairment, and further investigation will be required to determine if rs3746319 is the causal variant and whether ZNF224 is indeed the causal gene. The PCK1 gene encodes phosphoenolpyruvate carboxykinase 1, which catalyzes the rate-limiting step of gluconeogenesis [46] . The SNP genotyped in our study, rs8192708, is also a missense mutation, causing an Ile to Val change at position 267; however, the functional consequences of this change, if any, are not known. PCK1 variants have also been suggested to be associated with diabetes [40] [41] [42] , and independently, diabetes has been identified as a risk factor for the development of dementia [31] . In our mediation analysis, adjusting for the effect of diabetes diagnosis did not account for the association of PCK1 and cognitive impairment; however, it is possible that an appropriate intermediate phenotype, such as direct measurements of blood glucose or hemoglobin A1c, might allow detection of mediation. In another study performed in the same cohort, a relation was found between diabetes and infarcts [47] ; however, we were also unable to mediate the PCK1 association by including a model term for cerebral infarctions. Our finding that the PCK1 association with cognitive decline is not explained by AD pathology, Lewy bodies, or infarcts suggests that this locus might influence additional, unmeasured pathologies. For example, whereas our analyses adjusted for macroscopic infarcts, PCK1 may instead primarily influence microscopic forms of cerebrovascular injury. Further, while our intermediate pathologic phenotype accounts for amyloid plaques and neurofibrillary tangles, it does not capture levels of soluble, but potentially still neurotoxic, forms of amyloid or tau pathology [48, 49] . Alternatively, variation at PCK1 might influence one or multiple steps in the cascade of events predicted to occur downstream of amyloid, tangles and other pathologies, such as synapse loss, inflammation, and/or cell death pathways.
Unexpectedly, the variants in ZNF224 and PCK1 show opposite directions of allelic effects for association with AD intermediate phenotypes in our cohort compared to their association with AD diagnosis in the initial GWA studies. In other words, the alleles associated with increased AD risk in the initial reports (rs3746319 G and rs8192708 G ) are actually protective against cognitive decline in our cohort. Importantly, this discrepancy is not accounted for by our use of intermediate phenotypes, as the ZNF224 and PCK1 SNPs show consistent direction of affect on AD diagnosis in our study population (Table 3) . Such ''flip-flop'' associations have been reported with increasing frequency as GWA scans are completed for many common diseases, and replication efforts are subsequently undertaken [50] . Indeed, in the case of PCK1, two prior replication studies found evidence that the major allele, rs8192708
A , may increase risk for dementia, consistent with our results suggesting an association between this allele and both cognitive decline and AD [4, 38] .
The interpretation of reversals in the direction of variant associations between different study cohorts remains controversial [50] . The most common explanation for such observations are that they are in fact spurious and representative of chance fluctuations around the null hypothesis. However, in our study, the strongly suggestive statistical evidence for the associations between ZNF224 and PCK1 with AD intermediate phenotypes makes their arising by chance less likely; and additionally, the reversals of allelic effect are seen with both loci in our analysis. Instead, we propose that differences in subject ascertainment and recruitment are more likely to be responsible for our observations. The Religious Orders Study (ROS) and Rush Memory and Aging Project (MAP), from which our study cohort is based, are prospective, longitudinal studies in which subjects from the community are recruited non-demented at baseline (mean age = 75 and 79, for ROS and MAP respectively). All cases of clinical AD are therefore incident within our cohort. In contrast, similar to nearly all AD GWA studies performed to date, the initial reports of association with the PCK1 and ZNF224 loci come from AD cases recruited from a neurology clinic population with prevalent dementia. In addition, whereas subjects in our study were recruited at approximately similar ages to the GWA cohorts, they were significantly older at the time of last clinical evaluation and autopsy (mean age of death = 87). Studies with different designs (cross-sectional vs. prospective) and varying methods of subject ascertainment can generate contradictory epidemiological findings, for example due to survival bias. If an AD risk allele is associated with earlier age of dementia onset; it might be underrepresented in the prospective cohort, which requires subjects to be non-demented at enrollment; and therefore, might subsequently appear to be a protective allele. ''Flip-flop'' associations might additionally arise from variation in linkage disequilibrium structure in the genomic region of interest between the cohorts in different studies. In fact, both the ZNF224 and PCK1 SNPs fall under modest recombination peaks, based on HapMap data [51] . Although both our study and the GWA analyses were conducted in subjects of European ancestry, it remains possible that sampling variation between two populations of similar ethnicity might lead to the association reversal that we have observed, as recombination could distribute our tag SNP onto haplotypes that are different from that harboring the causal variant [50] . Ultimately, further analysis of both SNPs and fine mapping of each locus in larger study samples will be required to validate both PCK1and ZNF224 as AD susceptibility loci, and resolve which allele may increase risk for disease. Of the thirty-four SNPs evaluated in our study, both of the loci that we found to be associated with AD intermediate phenotypes were initially identified by GWA studies, suggesting the power of this unbiased approach to identify genes that might be overlooked by prevailing hypotheses of disease biology. Our study was initiated prior to the recent report of two large AD case/control GWA studies which independently identified three new susceptibility genes, CLU, CR1, and PICALM [15, 16] . In a parallel effort, we recently found that CR1 is associated with age-related cognitive decline in our study cohorts; and further, that this association was mediated by an effect on amyloid pathology (Chibnik et al., submitted). The power of a GWA study design and the types of genes one expects to discover are tightly linked to the selected phenotypic outcome. To the extent possible, the chosen outcome measure should be closely matched to the underlying biology responsible for the heritable trait variation of interest. In autopsy cohort studies of aged individuals in the community setting, most subjects with probable AD demonstrate multiple brain pathologies [52] . Based on our results, we believe that intermediate pathological and cognitive traits have great promise to enhance gene discovery and for functional characterization of loci that emerge from current AD GWA studies.
